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. ^^(omm^M-r^m^n. m:i(ii^^<Dmm^^^x^mr^::Ltii^x^^ii(D 

4— mm. ^^^^i^^^-^v^yy^-mm.. ry^^-T^—^^-^vi^^y^-mwi. 
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[0074] mmmmen^ ^mmm2. ^^m. mAmm4Rxj^itkmmm5(DWii¥^mm-r 

m:k.itm2-uz^'rx^ic. mi^mioiz^i^:^fifcf^2mmii^i^v>i^i2xm. 
Bwti^. 0f^4o^T-i3Sr®5iu. ^o^. m2^m4iz.^n^titcmmmi 

5^iyVi^i^i2xm.^\i-^o iyv:^-:^i2iz:x.r—i3^^i.xm.^\^titim2m 

^mtbu-c, m2mm\\m(Dmu^i/^mmMii(OA^m\z.^m.^'t^. mz.. 
zf/v;v—zfiQp^\zijji^i^^fitzM2mmiiRximmm\b^^(omx^mm^^^^ 
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[0075] ±tfiri. nKi¥m^m:^mi-^^mvtixoi^^'^mmm^m2mmRx^mmm 

[0076] -^eu-c. mmmmen. ^mmms^mmi^x^ ^mmm7!)^ibmm\.tz.mMiz.m 
'^fi^mmtf)mKi^mir^m^.mm^i^'^'^M!^mRwxim2mm{zL^ 

Mtm2m^K^^MmMtiimK^m\.^j:\r^m^.mmmK^'^ti^iii^mR 

[0077] ^nKi^m^^mmi^^tut^ mimmRu/xi^m2mmKm^mm<D 

ir^^Ti'^h^9J>>^iikm'r^^tx\mmmKis'^^i^Mtm2mmi^^'^M 
mmt(D^Ki¥m^^^-r^^t7!)^x^^,mmmRxf/xnm2mmimmmm 

±x(Diskmmm:5^^m-r?>:ztiiix%^o 
[0078] *fc. mmmRwxnm2mm7!)m^(Dmi^nm^hmm^nx\,^^m^ia:x 

. ±7^\^tc^x<D^mmw:5^^mir^^t7!)^x^^o ^(Dm^iat. mi^u.mi^^ 
^MmM^^^-r^:itf3:<mm.x^mmmizmA-r^^tib^-^mxh^. #m 

[0079] t:L^x\ mmmmen. mim^Rum2mm^^mmmi^M\^x^{.\^^mmx 
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(Dm<Dijmmm^^mm^W:i^x^x. ^mmmi(r>A^axi&^^it^m<D:/—i^ 

^mm^timm^m^mhMo ^(DtL^^, m2mm\^^-^f\^^m,ii^^\\:^m^^ 

no^t7b^x^?>o mmir:6t. :i<Dm^{z.it. m2me^icis'^Mi&^^^t^!^(Df^ 
mi!)m<xh^^%:mmk^nx.^fci!b.mm(Dmim^^m'^vx^m^nK^ 
*fbTv ^^i&^^^t^m(Dmm^mMm^i&<ti:-:>fctLrXh. mm^nKi^m^ 

[0080] t:i^x. >mKi^m^^mm\^^\ >r ^mmmi2i>mm(D^mmm%:mx. 
^xo^m^xihoxhjk^^ mK.it. m2-2izLn=2<Dm^^^'ro )» ^^<D^m 
mmtvxnm (n^ 2. mm) (D^mmmi (niikji.(Di^mm^thm) ^m^-r^ 

-^hi^yj^^^mmmmsx^mu ±v^i.tiXoic. mmmi^^i^ti^mwtm2m 
mi^^^ti^<^wt(DmKi^m^^m-r^^t7i^xt^o f^^. i^m<D^mm^it 

m^. m'MM^^t>^xm.m'r^::.tt^x^^o 
mmzx^xmmm^mmvx\,^^o -^t% in-im7cn(D'^mmm^hmm^ 
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[0082] */c. 1- (n-1) 2fe5c i (D^mm^%:mmi.xmimm^^m\^ti^^ mmmm 

'^•^MmMtmKi¥m'r?>t. f^2mmi^^'^^f^m7i^-mxiskm^M^tt 
jfe^o Lfcji^o-c. ^(Dm-^. m2mmi^-^i^ti^(^n^^m't^^t{zxox. 112^ 
m^^^ti^mwtmKi^m'r^mm^^umimmco^m^ii^^^^^tTi^x^ 

[0083] «»Jx.fi. i-(n-i)?fe7ciO:9'8lt5fe]^^fiJfflUT^2^?g^5>®b;fe#^. 

?s«r^isiLTv>:5o -^it?. (n-im7Ln<D^mmm^hmm^ti^m2m&\t^ ± 
[0084] 1- (n-1) ^^Tc i <D^mm^^mm\^xfH2mm^^mvfcm^^ mmmm 

^^tttn^o m2mm(Dm:^(D'^mi^^mi^mw7!)K mmmi^^-^ti^^mt^ 
Ki^m-r^ts mimmK^^Mmmf)^-rtix^m^M:Lttfi:^o ufc^&soT. 
^<^#^s mmmi^is^M^M^mm't^ztizx^x. mmmiz^^^s^ 
m^mKi^mir^mm^t^m2mt^(D^^m^w^'r^^t^^x^^o 
[0085] ^j;tfi. mm<Dmmm^(Dm.m^m0.0.^7b^hfj:?>mm^i- (n-D ^^tc @ (^^9- 
mm^^mmvx. mmmxnm2mm^^m'r:5:Lt{zx-^x^ m^Li^m^^mz. 
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[0086] fj:^. 2M=a5:f^ffi^w^m^-*3v^T^i. s^mmmtDTmi^. ±^i.tcXofj:^m 

[0087] }^i±(DXo^j:>if:^m^mmvfcms.i^m^^mmi^^\'^x}^. m^it. looaig 
h^xh. ^j?? 100X100=10, ooom^(Dmi-^m^mm\^x^<!i^^m^^ti:<. loo 

Smomi^M^iooa!^o||2^?^^^:gggP3{c^ei-nji J:v \ ^^m<D:}jm& 
t;«iSe{^^3v^-c«. 10. oooiitxzj^s-a-JSSri^fcspMi-Sjil^^jSs^Sfcfe. ^(^^ 

KMfi^--r^^m^^mir^:itt^j:^o ^thi^M\^x:^mKi¥m^mmmi^:i3\^ ^x 
[0088] *fc. =e^5fe<^;6rifes.Tj«^eT-«. mwii(Df^mmtm.m(Dm2mmt^i^x<Dm^ 

'^t?-1ir"t?il'g'i-Sfcfe. ^im»<^^*K^PM-rSvii:^^jiS„ ^m^x<Dn 

•h^m(DmKmm^^h^nmm^hxmm(Dmmmt^m^(D^mi^^mm^^ 

immRxj^mwc(Dm2mm^mm^-r^:Lt^m±x^^o 
[0090] ^n:s.i¥m^mmmizxtnt. mwc<Dmmm&xmm(Dm2^mt:mu 
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mmm 

[0092] CHJi^Jl] 

7:7>f — ffi;^;7ATSKsuperSW2000 (;i7^-is1^^Xl.0IDxl0mm, 1.0IDx30mm/.CV >U 
{*1.0IDxl00mm;Tosoh Corporationtld^) ^'|i;t-5o *fc+B2f^ffl^tlfigg(*. ^ 
^mRXfmAmWi4k\^X:t—h^^^i^:x,^i^—mmiiTC-PAL (CTC Analytics 
AGtt®i)^t/LC3t?^^(Agilentll00. YokogawattM) ^^ix.§o ^hi^. tBSf^ffl 
5>*f ^Sf*. ^mige5^bT-l':^^h75'^^K»^tff fhLCQdecaXP ( 
ThermoQuest) ^r-HX-So 
[0093] ( 1) :t—h^>i^:^^^'-mm (HTC-PAL) <Dm0. 

M:^v^j:i^^— ^gHTC-PAL(CTC Analytics AG) 5 L^ifcSV^}^ 

10 n Lm-Mi(D'^>y/wi^—z^s 10 M L^»(Dv'i;:/>?, 43J;tF. ^—]}>i^=^=^ryhH 
#}t/c^. 54/WT/vffi^iyi^{;iM^T-9-:/://H>W<Dio(c-fe-^yhbfCo ||2 

[0094] M^V^^^-i^gHTC-PAL (CTC Analytics AG) (D-^^J^n ji-t^^^—^^ V > 

Mixing-in-ColumnpiyiyK^iq^-S^) ^f^^LfCo 
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[0095] Mixing-in-Column;?<y:xK 

4)3^T- 0.5mLK§I 

6) i^i;=^gPi5fcr^ (^IK2 : MiliQTK) 

10)4^^i^:^^i^a>:^—hm^ imm2 : MiliQTK) 

[0097] syringe: lOul 

LC-InjLwith_SeparatedJ»&Chems(2,2,2,2,2,2,0.5,0.5,CStkl-01, 1,1,2.5) 

[MACRO LC-Inlwith_ Separated_P&Chems] 

Pre Clean with Solvent 1 0;1;0;99 

Pre Clean with Solvent 2 0;2;0;99 

Post Clean with Solvent 1 0;2;0;99 

Post Clean with Solvent 2 0;2;0;99 

Valve Clean with Solvent 1 0;2;0;99 

Valve Clean with Solvent 2 0;2;0;99 

Pre Air Volume (ju l);l;0;SYR.Max Volume 

Post Air Volume (/z l);l;0;SYR.Max Volume 

Protein Rack Position;TRAY 
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Protein Index 0;1;1;54 

Protein Volume (n 0;l;0;SYR.Max Volume 

Injection Volume in 0;5;0;SYR.Max Volume 

WAIT_SYNC_SIG(Start,) 

CLEAN_SYR(Washl,Pre Clean with Solvent I...,,..) 

CLEAN_SYR(Wash2,Pre Clean with Solvent 2,„„.,) 

GET_SAMPLE(SL.tray,SL.index,SL.volume,Post Air Volume,,, 2 „2,, Off,,,) 

MOVETO_OBJECT(Washl ,„) 

MOVETO_OBJECT(Wash2,.,) 

MOVETO_OBJECT(Washl ,„) 

MOVETO_OBJECT(Wash2,„) 

GET_SAMPLE(Protein Rack Position.Protein Index.Protein Volume,0„,2„2„Ofr,„) 

MOVETO_OBJECT(LC Vlvl,„) 

WAITJ'OR.DSO 

INJ_SAMPLE(LC Vlvl,Inject,Injected„Injection Volume, 500, „1,) 

CLEAN_SYR(Washl,Post Clean with Solvent 1„„,„) 

CLEANJNJ(Washl,LC Vlvl, Valve Clean with Solvent 1 „„„„.) 

CLEAN_SYR(Wash2,Post Clean with Solvent 2,„„„) 

CLEAN_INJ(Wash2,LC Vlvl.Valve Clean with Solvent 2„„.„„) 

[MACRO METHOD ENTRY] 

LOCK_TERMINAL(On,) 

CLEANUKWashl ,Oir,Off,On,Off,On,Off, Off,) 

[MACRO METHOD EXIT] 

CLEANUP(Washl,OfT,Off,Off,On,Off,Off,On,) 

LOCK_TERMlNAL(OfF,) 

(2) LCjK>':/ (Agilentl 100) S W:^Vh75':?'S®*:»-*ftf-LCQdecaXP<D^||^ 
1^-rX#^|5^^D-vh^77-f— ffl:;&7iNTSKsuperSW2000Sr:*-~Mi^i^^^^?— (^^-Y 
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yiri^^—hm^fDm'^ia^o. 5%^mx^^y-/i-^m. ^:^T^y^yti^^—vm 

m. HEPESmmm. Bis-Tris-ife@?M»?g. feSV^^i. Tris-:^®?M«?g(pH7.5)>fe 

[0098] omm 

[0099] [^ai^^Jl] Mixing-in-Columa?«y2/KSrfflV ^fcffi2f^ffi5>«^ 
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[0100] mmmia); 

H— i^g/^b (Reference) 
lOmM ADAj^®|g(pH6.5) 
100 CaCl 

2 

H— ^SBovine Calmodulin 

100 At M Bovine Brain Calmodulin (Calbiochem; Code.208694) 
100 /iM CaCl 

2 

mi^^(c); 

H— i^gHuman FKBP12 
IOOmM Human FKBP12 
lOmM ADAMW^^(pH6.5) 

[0101] m2mm(8d; 

HZli^K b (Reference) 
5% DMSO 

50 ju M Cyanocobalamin (Reference) 
100 liM J-8 

50 iu M Cyanocobalamin (Reference) 
5% DMSO 
B2^M(c); 

FK506 
50 FK506 

50 /X M Cyanocobalamin (Reference) 
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5% DMSO 

lll^?^^%^<75)llT'TSKsuperSW2000(^^AU. ^it^^^ 

[0102] 03-1 — 6>6^fe:9-;6^J;9{-.m2^?S(c)&T^^i^?S(c)^^<Dji|B-t?#ALytii$m 

<Dmti)^^m^flfc.o irfj:iD-fb. t:hFKBP12^^— ^^g^byb^-^t^. FK506<D 

•^;^^u-^h^'7MC\i'--^ (1113-4 6tf ^R]-e^i-t'— i^) i>mm^tio ^tlti. 

:<;7-^^l^t?FKBP12;5SFK506S:iiV^jKbfc^^C,FK506(O— gPj6SFKBP12ti^ 
'^bT;?>'^-?^®^*J;i;&7A;&^^^mLfc;i^^Sr:^bTj3«9.FK506^FKBP12^(7> 

[0103] 1114-1 — 3/{i^b5^j5^5J:5l-.m2^m)^t/mi^»)^:i(?5ji|S-e^AbfcJ^ 

^xi'^WyJ>^<D^%ALm (04-1 — Stf ^Pn-t?^i-§P5)-) /55-?-*ofCo ^tbf*. 
7i^rt-eCalmoduUn;5Sj-8^jiV ^MLfcNF^C, J-8C»— laS^d^CalmoduIin^^Sf^ffib 

[0104] *fc. ^^^03-1 — 6^t;?4-i — 3ic^ufcJ;5f-. mz:«^Ko£tA*^i M L 
tt. 0-i|&SO^A»^liin^-^^;i^tCj;oT+BSf^ffl^*f;&5j:t)5g|^{;iJ|(?J^-t? 

[0105] cffl'j^«sj2] mr.mm^^^m^[:.^tvtinKi¥m^m 
[0106] mmmied; 
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500uM ADAHSmmipHe. 5) 

^— «^SBovine Calmodulin 
50 fi M Bovine Calmodulin 
500 AiM ADAM«*g(pH6.5) 
100 CaCl 

2 

f$—^MHuman Calmodulin 
50 A* M Human Calmodulin 
500 mM ADAM«tg(pH6.5) 
100 mM CaCl 

2 

[0107] ||2^(a); 

5% DMSO 

38a<D||2^») ; (*tL^tt;6S5-8^<0'fb'a-<^'^#m>fkUfcm-i^®P^ 

^25 mM 5— 8a!gO>fb'a-i^ 
5% DMSO 

®(??M2^?^(Multi02-001-~Multi02-038)^fflV>fCo Mx.lt. Multi02-001(^||2^ 
mKU. Muliti02-001A. OOIB. OOlC. OOID, OOIE. OOIF. OOIG, 001H^=i— K#=^ 

7bm^fhtz8m(D^t^m imr.mM) f>^^^ 25 n Mmstx-^^^i^ixm. ^Ltiht)^ 

Multi02-001— Multi02-038O38S<^ll2^?^^^®lUyho 
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[0108] m^^xxj^m^) 

±x&Ufcffi5:f^ffl5>=tffigS^tU^ixing-in-Columnp<y5AKSrffl V ^T. ^2^i:ll 
l^i:«rC(^|lR-CTSKsuperSW2000lJ:^tb^m n L-f O^Ab. ^it-^m C^— 

fetl/fcJr— ^O^a-vh^^AJ^H^ms-l 4lC^-t-o 1215-1 ^t^h^ii^^Ho 

||z:#J®i¥{C-^^tl/5>fb'^ife<^5*>Multi02-022E. Multi02-023G, 
Multi02-026C, Multi02-038G<D4O(Z>'ft:-^i^{e:*5V>T. Calmodulin^*/jjV>=i:/h 

/V(a) (3:tt:bT. l>Mb)*5j;U?fcKc)(DVN-f tVOCalmodulin^H— i^Ki:UT» 

-^i^t^iit-SiJ^n-^hr^^^AW:. CalmoduUn-Sr^— i^Wtbfc#^lcSr*,_h36St) (135 
-1 5«f ^ifel|-C:^•t•^S)*5^*o-CV^fCo ^ittf*. ;*7AF^{^:*5V^TCalmodulin 

[0109] mMm2'\ 

[01 10] ( 1) :^-h-r:^i^aii5^^— (HTC-PAL) 

JH'^^v?^!^^— }iHTC-PAL(CTC Analytics AG)^fflV>, 10/iL^ft<Di^ 

[01 1 1] 2|s:^J-ef* . M?->'>^7— ^gHTC-PAL (CTC Analytics AG) O-^^n^^T^^f 
tJ'— Srffi V ^■r. 'ir>^;^55^^^fiK$ttSMixing-in-Columnp«y5/K^f^JE!feL:feo 
[0112] Mixing-in-Column;?<y5/K 

2)^/y >e^F^$|5t5fel^ (^i^2 : MiliQTK) 
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6)iyy ^v'^gpisfcr^ (.mm2 MiUQ^K) 

[0113] 9H^v?3.i^>'3>-J}<— b^l.0+(1.2Xn) ML-r^v'^iJ^b 

1 Di^'y ^^i^l^§|5?5fci^ (^i^2 : MiUQ*) 

13H>'v?3.i?iX3>'7K— hi5fei^ : MiliQ^K) 

[0114] ?5t*3. :t—h^:^zf9—mmHTC-PALic:ioif^i^--^:y::^mm<D—m^UTi^ 

[0115] syringe : 1 Oul 

LC-Asp_Chems_in 384Col(2,0.2) 

LC-Asp_Separate_ProteinA^in 54Vials(0.2,CStkl-01,3,l) 

LC-Asp_Separate_ProteinA.in 54Vials(0.2,CStkl-01,4, 1) 

LC-Inj_Separate_ProteinJn 54Vials(2,2,0.2,CStkl-01,5, 1,4.6) 

[MACRO LC-Asp_Chems jn 384Col] 

Pre Clean with Solvent 0;2;0;99 

Post Air Volume (m 0;l;0;SYR.Max Volume 

WAIT_SYNC_SIG(Start,) 

CLEAN_SYR(Washl,Pre Clean with Solvent,,,,,,,) 
CLEAN_SYR(Wash2,Pre Clean with Solvent,,,,,,,) 

GET_SAMPLE(SL.tray,SL.index,SL.volume,Post Air Volume,, ,2„2, , Off, „) 

MO VETO_OBJECT(Wash 1 , . ,) 

MOVETO_OBJECT(Wash2„,) 

MOVETO_OBJECT(Washl „,) 

MOVETO_OBJECT(Wash2„,) 
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[MACRO LC-Asp_Separate_ProteinA.in 54Vials] 

Post Air Volume (m l);l;0;SYR.Max Volume 

Protein Rack Position;TRAY 

ProteinA Index 0;1;1;54 

Protein Volume (m l);l;0;SYR.Max Volume 

GET_SAMPLE(Protein Rack Position.PtoteinA Index.Protein Volume.Post Air 

Volume,„2„2„01f„,) 

MOVETO_OBJECT(Wash 1 , „) 

MOVETO_OBJECT(Wash2,„) 

MOVETO_OBJECT(Washl , „) 

MOVETO_OBJECT(Wash2,„) 

[MACRO LC-InlSeparate_Protein_in 54Vials3 

Valve Clean with Solvent 0;2;0;99 

Post Clean with Solvent 0;2;0;99 

Post Air Volume (m l);l;0;SYR.Max Volume 

Protein Rack Position;TRAY 

Protein Index 0;1;1;54 

Protein Volume (/n D;l;0;SYR.Max Volume 

Injection Volume (/it l);5;0;SYR.Max Volume 

GET_SAMPLE(Protein Rack Position.Protein Index.Protein Volume,0„,2„2„Off,„) 

MOVETO_OBJECT(LC Vlvl,„) 

WA1T_FOR_DSO 

INJ_SAMPLE(LC Vlvl,lnject,Injected„Injection Volume,500,„l,) 
CLEAN_SYR(Washl,Post Clean with Solvent,,,,,,,) 
CLEAN_lNJ(Washl,LC Vlvl.Valve Clean with Solvent,,,,,..,,) 
CLEAN_SYR(Wash2,Post Clean with Solvent...,,,,) 

CLEANJNJ(Wash2,LC Vlvl,Valve Clean with Solvent ,.,) 

[MACRO METHOD ENTRY] 
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LOCK_TERMINAL(On,) 
CLEANUP(Washl,Oif,Off,On,OflF.On,Off.Oif,) 
[MACRO METHOD EXIT] 
CLEANUKWashl.Off.Off.Ofr.On.Off.Off.On.) 
LOCK_TERMINAL(Off,) 

[01 16] m-^m^t^mimmtvx. ^^^y<^n^^<Dmmx^^-i-?>7i^mm^mm\^ 
[0117] mmmei); 

H— i^K^b (Reference) 
lOmM ADAM«?^(pH6.5). 
100 juM CaCl 

2 

M — #JWBovine Calmodulin 

100 ju M Bovine Brain Calmodulin (CaM ; Calbiochemttj^) 
100 /zM CaCl 

2 

i^KHuman FKBP12 
100 mM Human FKBP12 
lOmM ADAi^«?^(pH6.5) 

0 — ^KHuman Serum Albumin 

1 00 M M Human Serum Albumin (HSA ; SigmattJ^) 

lOmM ADAj^»?g(pH6.5) 
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[0118] m2mm(si); 

^Zli^M^^Cb (Reference) 
5% DMSO 

50 /t M Cyanocobalamin (Reference) 

j-8 

100 j-8 

50 M Cyanocobalamin (Reference) 
5% DMSO 

FK506 
50AiM FK506 

50 /i M Cyanocobalamin (Reference) 
5% DMSO 

m2mmid); 

f^H^M Ascomycin 

50 nM Ascomycin 

50 ju M Cyanocobalamin (Reference) 

5% DMSO 

mmm2izm^^tit^mmi3xxmbdne-m-co\umn?iy^yv^m\^ ^-c. f^2m^tm 

[0119] 'm2m^{c)-*mimm^) 

'^2mm.{c)^mmm{A)^mmm{d) 
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mi-^^^^me-l 5l^^i-o 06-1 5iC^l.fcXoi^. FK506(mil^®) 

(Dm^. ^T— . HSA. :^T—RXmSA<DmX*:^7McmA\^tzM^ia'Si. FK50 

¥K50Q<Dm^. ^T— . HSA. :r.T—JSLXf¥KB^\2(DmX1t3=7MzMXUt.m 
RXf¥Yi50Q(Dm^. 3iT~. FKBP12, =^r—JSiXmSA<DmX:^yMZMM^ 
fc^-^lC^JV^Tf*. FK506(D2fc(C, oiT— ^OTKBP12<;D)il-C;<77A{J:#Abfc 

#:K5|S|-;6S;i;^AF^T*FK506^iIV ^Mbfc^Ft-^ FK506(D— §P/55FKBP12i:J^-a'b 

ttJT't ^^^^ hf)^btii-^tz.o 
[0120] i^^T<^JiIli?-r'^^?^;Sr^ALfco #^?^OF^^^:^*^^*:3^,.^,/^:5r^ 

[0121] •m2^m)^lll^?S(a) 

• m2^?^(b)-*^ l^?K(d)^^ l^?^(d) 

'^2mmi>-^mmm.{\i)-*mimm.id) 
'm2wm)-^mmm.iis>-*mmm{h) 

aiJ^^mSrSI 7-1 3 {Z^-to HI 7-1 3 \Z.7f^\.fz.X.O J-8 (^-J^K) (D^ 

^T— . HSA. ^T-&t;?HSAOjill-e;(77Alc#ALfcJ^l;if*. J-8c^^Sfcl;i 
. ^T-S.U^ADAi^WI^^^AUfcbfc#^^Jt-<T^^b*5M«)bH?fcV\ J 
-8<D^Sfe{J:. . HSA. ::^T—m:^CaM<DmX:^=7MZMXUtm^. 

(D^tC, 3iT— . CaM. 3^T— &tI«HSA(0|ll-C:*7-^{C^Abfc^^^*5V^-Cfi. 
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[0122] m^. B2mmi^m\^^x^'0(Dmi^nm^h:^j:^mmm^^^-i^i^mA-t^m^ 

[0123] •m2^^S(c)^ml^?S(a)-^ml^^^(a)^ml^^^(a) 

•m2mm(c)-^mmm(.c)-^mmm(.d)-^mmm(d) 
•m2mm(c)-^mimmid)-^mimmic)-^mmm(d) 
'm2mmic)-^$$mmid)-*mimmid')^mmmic) 

^T— . HSA, ^T— , HSA, :3^T— ^U?HSAOjl|fiT-;*7i»{C^ALyi:J^ 
DA^«^(OjI|g-T?^Abfc^tJt-<T^>fk*5M«)Pjtt/^V\ =001^^1^ 

3is|.o5-^v ^-rtl^^-o^v:FK506 (^iii^w) tms.i'^mir^mmTi^^'^tixi^ ^^m 

^K\t^ EKSOecO-^^tJ^n-^h^yAlCt"— ^(1118-3 5't>^N]'C:^i-t°— ^) 

^nxi.tz.m^xh^xh. mm(omww^<Dotb\ ^^M^\z.'^~mmtm:s.v^m 

[0124] ^fc. FK5060f^:bt){CAscomycin^^-i^Ki:bT^fflLfc^<Dffly^Jfem<Sr 
1119-1 5{::;^f o 139-1 5{c:^i-J;5{C, Ascomycini:FKBP12i:(Z)^OJj=B 

[0125] [II»J3] 
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^(D2T^7t g (D^mmmf)^^m^^m2mm^\z.-^i^n^^m,(o^x2-^Y^yj^ 
^ir^muT. ^2mm^(Dmwtnrf^jt g (D}£<D^m^mtm^^mvx\^^t^^ 

^TC g (D5>|Slif£i^li:UTi^>rX^^^^n^bi/9:7^— ffi;577ATSKsuperSW3000 ( 
;^7^i^>rXl.0IDxl00mm;Tosoh Corporation^tS!l)<S:#X.. 2^7C g <^:9-8tJfti^l 
^bTi^^XS^|^tJ^n-=<'hi/7:7^— ffl :*7ATSKsuperSW2000 Ai^-YXl .OIDx 

30mm;Tosoh Corporation%l:M)^^i;t^o ^/c. W[|(?DtBSf^ffl5>WOT«> 

— (CTC Analytics AGtfcSi)^tJ^CJj^:^AgilentllOO(Yokogawa Analytical 
Systems%t3^)^m4icro21LC(0:45:5>7fe%fc®l)Srii^So ^e>{-x :*:^JO+BSf^ffl:9- 
^^mt*x^tl:J§ge5^LT^;r^h75/7^MK»^*lfthLCQdecaXP( 
Thermoelectronthli) StM^So 
[0126] (1) M^/v^zciJ^^—i^e (Waters2777) <D^^ 

:^~h-i'i^i^3i:5'^— §^gWaters2777 (CTC Analytics AG) f*, 40 n L^»<0^^^^ 

fc02-r>v^aii5'i5'— (D20(0-l'>'v?3i^i5'— 10^ L^*<^^^y:^v^*5J;TJ?^5'— 
bbfCo :^2^^^^#!>ai/V'(J:40ML-f O^^^^LT/V^v'— /W-e^ofc384well 
[0127] :^—h^ly'Jzv.^^—mmy^s.tevs2m (CTC Analytics AG) (^-^i^noiy^^fiJ?— ^gr^ 
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Mixing-in-Columiu<y5/K^iq^^)o 2^!^C7C<^Mixing-in-Column;;<y5/Kfi^ Hl^^^i^ 

o<7)method;5^f5«^$tl/'5o M^'^^oi^^— iggWate^s277701^>'://^v'— -ir 
^^>^(C:}3V^-r«. ^^$P(1^>'^/l'hW) (J:iE®Ufcmi^?S^methodrinjlJ-emi 

[0128] 2^!fe7n(OMixinff-in-Column^Oi^:/:^/Vi/— ir>';x^J 
# Method Volume Injector Tray#glf Vial-lSg 

1. Injl ItiL LCVlvl CStkl-01 1 Hl^^^OgSgi^B^f 

2. Inj2 ImL LCVlv2 CStkl-03 1 02^^S(DiBM^BIf 

[0129] 2^5c(OMixing-in-Column^y5/K 
< Method Injl > (H l^^g^l 
syringe:10ju 1 

LC-Inj(l , 1 ,0,8,4, 1 ,SL. injector,8,500,500, 1 ,0, 1 , 1) 

Clean Syringe(Weishl,2) 

Clean Syringe(Wash2,2) 

[MACRO LC-Inj] 

Pre Clean with Solvent 1 0;0;0;99 

Pre Clean with Solvent 2 0;0;0;99 

Pre Clean with Sample 0;0;0;99 

Eject Speed l/s);SYR.Eject Speed;SYR.Min Speed;SYR.Max Speed 
Filling Speed in l/s);Syr,Fill Speed;Syr.Min Speed;Syr.Max Speed 
Filling Strokes 0;1;0;99 
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Inject to;INJECTOR; 

Injection Speed in l/s);SYR. Inject Speed;SYR.Min Speed;SYR.Max Speed 

Pre Inject Delay (ms);500;0;99000 

Post Inject Delay (ms);500;0;99000 

Post Clean with Solvent 1 0;1;0;99 

Post Clean with Solvent 2 0;1;0;99 

Valve Clean with Solvent 1 0;1;0;99 

Valve Clean with Solvent 2 0;1;0;99 

WAIT_SYNC_SIG(Start.) 

CLEANUP(Washl,0fiF.01f,0n,0ff,0ff,0fr,0ff,) 

CLEAN_SYR(Washl,Pre Clean with Solvent l,„„Eject Speed,,) 

CLEAN_SYR(Wash2.Pre Clean with Solvent 2„,„Eject Speed,,) 

REPEAT(Pre Clean with Sample,) 

GET_SAMPLE(SL.tray,SL.index,SYR.Max Volume*0.2„„Filling Speed, „0,OfF,„) 

CLEANUP(Washl,OIF,Off,Off,Off,Off,On,C«f,) 

PUT_S AMPLE(Waste , 1 , „ Eject Speed,,) 

ENDO 

GET_SAMPLE(SL.tray,SL.index,SL.volume,„SYR.FiU Volume, FiUing Speed, 2000,, 
Filling Strokes, Off,,,) 

CLEANUP(Washl,0fF,01f,0fr,0fr,0fr,On,0ff,) 

INJ_SAMPLE(Inject to,Inject,Injected,„Pre Inject Delay,Injection Speed.Post Inject 
Delay,5,) 

SEND_REM_SYNCO 
START_TIMER(5,) 

CLEAN_SYR(Washl,Post Clean with Solvent l,„„Eject Speed,,) 
CLEAN_SYR(Wash2,Post Clean with Solvent 2„,„Eject Speed..) 
CLEAN_lNJ(Washl, Inject to.Valve Clean with Solvent 1,,,,,,,, Injection Speed,) 
CLEANJNJ(Wash2, Inject to,Valve Clean with Solvent 2,„,,,,,Injection Speed.) 
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MOVETO_OBJECT(Home.„) 
[MACRO Clean Syringe] 
Clean Wash Station;WASH_STATION; 
Number of Cleein Cycles 0;1;0;99 

CLEAN_SYR(Clean Wash Station.Number of Clean Cycles,,,,,,,) 
[MACRO METHOD ENTRY] 
CLEANUP(Washl,Off,Off,Oif,Off,Off,Off,Oif.) 
[MACRO METHOD EXIT] 
CLEANUP(Washl,Off,Off,OflF,On,OfF,OfF,On.) 

<Method inj2> (m2mm%:m^<Dmm'^m*)m^:yx^z^^-y3>ir^^y^yh') 

syringe: lOul 

LC-Inj_Repeat_NoSync(l,l,20,5,l.LC Vlvl, 10,1, 1,1, 1,9,120) 

Clean Syringe(Washl,2) 

Clean Syringe(Wash2,2) 

[MACRO LC-Inj_Repeat_NoSync] 

Pre Clean with Solvent 1 0;0;0;99 

Pre Clean with Solvent 2 0;0;0;99 

Eject Speed in l/s);SYR.Eject Speed;SYR.Min Speed;SYR.Max Speed 
Filling Speed in l/s);Syr.Fill Speed;Syr.Min Speed;Syr.Max Speed 
Filling Strokes 0;1;0;99 
Inject to;lNJECTOR; 

Injection Speed (/* l/s);SYR. Inject Speed;SYR.Min Speed;SYR.Max Speed 

Post Clean with Solvent 1 0;1;0;99 

Post Clean with Solvent 2 0;1;0;99 

Valve Clean with Solvent 1 0;1;0;99 

Valve Clean with Solvent 2 0;1;0;99 

Injection Repeat 0;1;0;999 

Injection Interval (s);120;0;9999 



wo 2005/036122 



42 



PCT/JP2004/01S156 



WAIT_SYNC_SIG(None,) 
CLEANUP(Washl,Off,OfF,On,Off.OfF.OmOff.) 
CLEAN_SYR(Washl,Pre Clean with Solvent l„„.Eject Speed,,) 
CLEAN_SYR(Wash2,Pre Clean with Solvent 2„„,Eject Speed,,) 
REPEATdnjection Repeat,) 

GET_SAMPLE(SL.tray,SL.index,SL.volume,„SYR.Fill Volume,Filling Speed, 2000,, 
Filling Strokes,Ofr„,) 

CLEANUP(Washl,OfT,Oir,Off,Off,Off,On,OfF,) 
MOVETO.OBJECTdnject to,l„) 
SWITCHJNjClnject to,Active„) 
PUT_SAMFLE(Inject to, 1 , ,SL.volume„ ,) 
SWITCHJNJdnject to,Standby,l.) 
SEND_REM_SYNCO 

CLEAN_SYR(Washl,Post Clean with Solvent l„„,Eject Speed,,) 
CLEAN_SYR(Wash2,Post Clean with Solvent 2„„,Eject Speed,,) 
WAIT_T1MER(1 , Injection Interval,) 
ENDO 

CLEANJNJ(Washl, Inject to, Valve Clean with Solvent l,„,„„Injection Speed,) 

CLEANJNJ(Wash2,Inject to, Valve Clean with Solvent 2, „„,,, Injection Speed,) 

MOVETO_OBJECT(Home„ ,) 

[MACRO Clean Syringe] 

Clean Wash Station;WASH_STATION; 

Number of Clean Cycles 0;1;0;99 

CLEAN_SYR(Clean Wash Station.Number of Clean Cycles,,,,,,,) 
[MACRO METHOD ENTRY] 
CLEANUP(Washl,OflF.OIf,Off.OflF,Off,OfF,OflF,) 
[MACRO METHOD EXIT] 
CLEANUP(Washl,Off,Off,OfT,On,OfF,OfF,On,) 
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(2) LC:^>y (AgUentl 100) RXfLC^>-:f (micro21LC) RW:!t>h9^yymMM. 

LCTjfi^ (Agilentl 100) (D^'^'TV^l^^ (.B:^>Zf) 7f>>h(D:»7M.^mitm^<Dm 
^bfCo *fc. l^7cg(^1^-rXS^^^D-H'^i/^>^^— ffi;!&7ATSKsuperSW3000( 

iDi.oxioomm) ^mui^i^:^^^—(oma^—Hzmmv. :^9J^(o-rmmi-^ 

Nanotight Y Connector (Upchurch Scientific) <D)i:^(DA^ P Kcg^J^L. ^(Dm 

lD1.0x30mm)(D±m<D:fy9J>^m^^m^tCo — LCjK:/^' (AgUentl 100) (D^;^— 

(DA'OQ^—UZ.^ML. P jK— h/{i^P><Z)^^:^SrBtflBNanotight Y Connector( 

Upchurch Scientific) (7)t>5lo(0 AO PJ^—hfCg^i^b/cio t^lS2^^ g (Di^-TX^^ 
|^^n-vhi/^7>r— -ffi;«77-t>TSKsuperSW2000(DT^K{l!lf*Tee=i^iJ^i5'— 
v'>'i;^7">f- ; i?-3:/^^^^a^v;^^^;a:) L-r-r:^>'^7^/>^M®*^=W^t^- 
LCQdecaXP<7>ESI:/^— :/{Cg|Ji^bfCo -^tLT. micro21LC(B;2|s::»-3fe)3ii^^©3:/v^ 

[0130] ^b-c. /M-f-y^^:7"(BxK>':;^) *3j:u?^;^— tK^^t'CqjK^^^) (Dm:^th 

[0131] (3)ffliJ^ 

Jia^bfc ~ ^fc7nOMixing-in-CoIumn&^ffl V >-C^ ^^^T/V*3 J;!;^-!^:/://^!^^^/^;?)^ 

i (Di^mu^i {^mm^yj>) f^24>'i^^^^—7b>hm2mm^2i^ 

g|ffl;^;7A)d-e)B'fS(D^W^rfl-e^lijL. m2-r>'v?ai>^^>-2d^b-^oF^RiT-i^ 
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'Om^^^i^:^^h^tlX\^ ^S||2^^g^Nanotight Y ConnectorT"^^£b-C2i«k5c i (D 

^yM.7bmm^ti^o m2mmi^^'^n^mm(m)mKi^m-r^mm7!)n^ 

[0133] [?I!|^^!|4] 2^fe5c(^Mixing-in-Columnp<y:yK?rffl V ^fc+Baf^ffl:^'*? 

[0134] (a) H—i^a/^L (Reference) 

lOmM @^^T^^::i!>A7K^?^(pH6.7), 
(b) H—^WHuman Serum Albumin 

100 M M Human Serum Albumin (HSA ; SigmathM) 

[0135] (a) (Reference) 
5% DMSO 
(b) HII^jK Warfarin 
100 /xM Warfarin 
5% DMSO 
(iB'J^*3j;TJ^m) 

llli6^j3(C^J^$tbyc:^®*3j;TJ«2^fc5n<^Mixing-in-Columnp<y5/KSr^ V ^T. B 
— i^®^lll^i^>^3i^^— d^e>TSKsuperSW3000 (:i5;7A1^^Xl .OIDxlOOmm ; 
Tosoh Corporation) (Jl^Ab. :ll^i^K^||2^>'v?3i^i?— ;i)iibTSKsuperSW2000 
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(:*7Ai^>rXl.0IDx30mm;Tosoh Corporation) iClSAb. WarfarMb'^^<^'^^iJ^t3 

io-3)o m^^^i^^^i^—7b^(b^>^i;^a^^h^fhtimmm'p\^m—mniisA 

>65-^*n-rv>fcJ#^lc:W:. ffliJ^^j4(b)-C012.3min43j:TJ^14.8minlc:+B^i-St''— ^ 
O^W36Sll.8min*3j;TJ^14.1mint^ai;&5^*o-CV>;fe(|g|10-5)o HSAS(*:{:i, 2^ 
5c@<D;^^A;5^bll.5min(C^mbT*3«9(IE110-l). igiO-5{C^Lfc. ^ttiyO^-P-* 
o:rcwarfarin^-?/W;^(?5^fcbNFF^(C+S^t"^o i~^fc>*>. |1110-3lC:^bfcl2.3inin*5j; 
tJ?14.8min(Z)Warfarin^V^;^^. l^Tn @ <D;!&7Ad=»f)^mbfcHSA;&52^7C S <^;<79 
Art-CiiV ^MUT. HI 10-5{C;^bfcl l.Smin^S j;U«14. lmin<7) IdWarferin/^/v;^ 
<^^tti^■P■^^»^c^i^^LTV^?)o -f/cftp-^, 2^5c @ (D;&^AT*(0||ll#7WWarfarin 
(7)'r^^p-vh^7^(7)^>ft:>6^^. l^TC @ <Z);&7i^0^ttl?g'1='lCWarfarini:^iSf^ffl 

[0137] ^mmm'^^\mvfci^x<DWffm. <wm^^xxf<^wmm^'t(D^^^^tvx^ 
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[4] MfBi5^n-x'hi/7A^, «*t^miS. 5>3te=^W^. UV«|ffi§&. ^3fe^^WS&. 
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[9] mmmmm<D'$^mm^iz.f(tr:bmAmtitm^xm^m2mm(DmAm^2i^ 
[10] ^mmmmmmmm(D{i^:^j:<th~u^mmm2mm<D{i;^^j:<th~ux^h^ 

[11] mmmmmRwxummm2^m\tmm(Dmi^^m^hm. ^fvhmm(Dm 
[12] mm^mmm^ni[k7v(n^2. mm.)xm^^ti. (m-i)i&z7c(D'^mm^(2^m 

[13] (m-1) ^7ti<Dj^mmm^h^m\^tc^mizmmmmmi^^'^ti^mm*^^ii 

im-i)ik7ti(D^mmm7b^hmm\^fc^mi^m^m2mmi^^'^Mmmf>^'^^ 

'r^^t^<^mtir^m^mi2mm<^^Ki¥m^m:^mo 
[14] (m-im7i;(D^mmm^hmmvti^m{mmmimmi^^^f\^mm^^'^ 
4^Tv^-5#^^;I^^. mik7c(D^mmm^m2mmt:m^(DmmxmAir^tthK 
m^^m^mAu 

(m-im^(D^mmm^hmm\^ti^mimf&m2mmi^^^ti^iiiom7i^^^ 
tix\^^^m^iiM. m^7c(D^mmm^mmm^m&<DmmxmA-r^tthi^ 
mm^m^mA-r:s>^t^fii^WLt'tmMmi2^m(onKi¥m^^:}y^o 
[15] Wimmim^(0'>ti:<th~n^mm$^2mm<o(i;^ti:<th~ux^iiW:i^mm 
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t&ie^m^Sfi. mm^m^. ^^t^m^. uv^mss. ik^^m^. m^mm 
mmummmit. m2mm(Dmx^. mmm(DmAmi^. ^i^xnmi=^<Dmm 
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tbTV m^7cO:»-|||JfEi^(cMl^?^?r^^oP^|iS-e^Ai-S^^t>{:: 
^^5>®^#A-t-^J;5t-$iJ^i*1-6^i:^ii#'^^i-§f»^^23|E^©ffi2|'^ffl^W 

ttrlB^l^^SS.TJ«^IBl|2^?K<7)^A»;6SlO/zL£JlTT-fc5ri:^i|#i5[i:-rSft 
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[04-1] 



IS25§ji[(b) 1 L + Hi j§5ft(a) 1 UL L 



Cyanocobalamin 
(Negative Control) 
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Cyanocobalamin 
(Negative Control) 

m/z=1355.0-1357.0 



J-8(D 

m/z==461. 0-463.0 



Calmodulin <D 
m/z= 1866.0- 1868.0 
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mZf^^O>) 3 At L + m j§je?(a) l U L 



REF38063_J8nnnxiX.R 3806A 
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(Negative Control) 

m/z=1355.0-1357.0 
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m/z=46 1.0-463.0 



Calmodulin(D 
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